the cultures were fixed and triply labeled with antibodies We therefore sought to determine whether cells that to neuron-specific ␤III tubulin (TuJ1), Glial Fibrillary express Olig2 in vivo can form neurospheres. To proAcidic protein (GFAP), and ganglioside O4 to detect spectively isolate Olig2-expressing cells from the spinal neurons, astrocytes, and oligodendrocytes, respeccord, we used a previously described line of mice in tively. All three differentiated cell types could be dewhich a histone-EGFP (hEGFP) fusion protein is extected in many colonies derived from individual Olig2-pressed from the Olig2 ATG, replacing the during Neurosphere Expansion As we wished to focus on the generation of astrocytes
We next wished to determine, conversely, whether cells and oligodendrocytes, we isolated Olig2-hEGFPthat did not express Olig2 in vivo could also form tripoexpressing progenitors from the E13. Since the rate of contamination is Յ4%, such cells would rivatives) and 20 ng/ml FGF-2 plus 10 ng/ml EGF as have to form neurospheres with an efficiency of 25% to mitogens. After 9-10 days, the plates were inspected account for the 1% efficiency of neurosphere formation for the formation of neurospheres.
by the GFP Ϫ population. But this efficiency is 10-fold Olig2-hEGFP ϩ cells indeed formed neurospheres, at higher than that actually measured for deliberately isoa rate of ‫%4. 
